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CLAIMS 

T A method f oi detex mining cii dilating microparticles and/or srinmUfw l procoaguiant 
ceils comprising: 

(a) mixing assampie containing said circulating microparticles and/or stimulated 
procoagu&nt cells with a specific receptor for a compound exposed on said 
microparticles and procoaguiant cells which receptor is bound directly or 
indirectly to a solid phase under conditions to form a complex of the solid phase 
bound receptor and the micropanicle and/or procoaguiant cell, 

(b) separating the solid phkse from the liquid phase, 

(c) determining the amount of nucroparticles and/or procoaguiant cells on the solid 
phase or after separation of thk solid phase by appropriate methods. 

2. The method of claim 1, wherein the specufc receptor in step (a) is annexin V. 

3 . The method of claim 2, wherein in step (a) calqum ions are added. 

4. The method of claims 1 to 3, wherein the specific receptor is bound to the solid phase 
via a specific binding pair comprising a first and a second binding pair member (bpm), 
the first bpm is attached to the solid phase and the second bpm is coupled to the 
specific receptor. \ 

5. The method of claim 1, wherein in step (c) the amount of microparticles and/or 
procoaguiant cells is determined by detecting the activation of prothrombin (factor II) 
to thrombin (factor Ha). \ 

6. The method of claim 5, wherein in step (a) inhibitors of thrombin and/orFactor Xa 
ar e present: ~ 



SUBSTITUTE SHEET (RULE 26) 



WO 96/03655 PCT/EP95/02846 



- 42 - 



T. lhe method o\claims 5 an d 6, w he r ein t he activation ui pr othrombin to ifaiombm is 

detected by mba^e the microparticies and/or procoaguiant ceils with a reag en t 
comprising factor V factor Xa, prothrombin (factor II) and calc ium -ions for an 
appropriate time interval, stopping the reaction by compiexation of the calcium-ions, 
and determining thronrimi by its ability to hydroiyse a chromogenic substrate. 

8. A method for determining circulating microparticies and/or stimulated procoaguiant 
cells comprising: 

(a) mixing a sample containingWd circulating microparticies and/or sti mul a t ed 
procoaguiant cells with a spe^fic receptor for a compound exposed on said 
circulating microparticies and/ok stimulated procoaguiant cells under conditions 
to form a complex of the cirailatihg microparticies and/or stimulated 
procoaguiant cells and the receptor^ 

(b) determining the amount of microparticies and/or stimulated procoaguiant cells. 

9. The method of claim 8, wherein the receptor is at least bivalent and the determination 
in step (b) is done by nephelometric or turbidimetric^measurement. 

10. The method of claims 8 and 9, wherein the specific receptor is a receptor-coated 
particle. 

1 1 . The method of claim 1 0, wherein the specific receptor is an anfcexin-V-coated 
particle. 

12. The method of claim 10, wherein the receptor-coated particle is an a^odin or strept- 
4 — avidin-cualed p articl e t o whic h a b iotinylat e d r e c ep tor i s bo un d - 
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A\jieiliud for deteiinining a special caa^iyH3Ktri>gro up^tH^ nwtiws micropaffitles 
r stimulated procoagulant cells comprising: 

(a) mi ning a sample containing said circulating microparticles and/or stimulated 
procoagulant cells with a specific receptor 1 for a compound exposed on said 
raicropardcles and stimulated procoagulant cells which receptor is bound 
directly ok indirectly to a solid phase under conditions to form a complex of 
solid phase bound receptor 1 and microparticle or stimulated procoagulant cell, 



(b) optionally separating the solid phase from the liquid phase, 



(c) 




binding of a receptoi\2 to the microparticles and/or procoagulant cells which 
receptor 2 is specific for a marker of the special category or subgroup of 
microparticles and stimulated procoagulant cells, 



(d) determining the complex of receptor 1, microparticles or stimulated pro- 
coagulant ceils and receptor 2 by appropriate methods. 

14. The method of claim 13, wherein steps (a/sand (c) are conducted si mu ltaneously. 

15. The method of claims 13 and 14, wherein the receptor 2 is an antibody to a marker of 
thrombocytes such as GPIb, GPDC GPnb/DIa, thrombospondin or a marker for 
endothelial cells such as thrombomodulin or a marker f° r monocytes such as CD 14. 

16. A method for determining a special category or subgrou^of circulating microparticles 
and/or stimulated procoagulant cells comprising: 

(a) mixing a sample containing said circulating microparticlesvand/or stimulated 

procoagulant cells with a receptor for the subgroup-specific^compound exposed 
on said circulating microparticles and/or stimulated procoagulant cells, 



(b) determining the binding of circulating microparticles and/or stimulated 
)coagutant-ceHs-to-said-recep tor by appi u piiaie methods: 
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Be method ' flf Tfei m 16, wherein ilie leueptui fui the subgiuup-speciiii ujiupuo fgtlr 
bound directly or indirectly to a solid phase. 



18. The method of claim 1 7, wherein the solid phase is a panicle such as a latex particle 
and the determination of the binding of the circulating microparticles and/or 
stimulated procoagulant cells to said receptor is accomplished by mea su rement of the 
agglutination o\the particles. 

19. The method of clamj 17, wherein after step (a) the solid phase is separated from the 
liquid phase. 

20. The method of claim 19, wherein in step (b) the binding is determined by detecting the 
activation of prothrombin (ikctor II) to thrombin (factor Ha). 

21. A method for determining phospholipid-binding antibodies in a sample comprising: 

(a) mixing the blood sample withNmicroparticles and/or pro coagulant cells or 
synthetic phospholipid-containing liposomes under conditions to allow the 
binding of phospholipid-binding antibodies present in said blood sample to said 
microparticles or stimulated procoagulant ceils or synthetic phospholipid- 
containing liposomes, 

(b) determining the binding of phosphoUpid-bin^ing antibodies by appropriate 
methods. 



22. The method of claim 21, wherein in step (b) the antibodies are determined by 
measurement of the precipitation of the circulating microparticles and/or stimulated 
procoagulant cells or synthetic phospholipid-containing liposor 

23 . The method of claim 21, wherein the circulating microparticles ana/or stimulated 
procoagulant cells or synthetic phospholipid-containing liposomes arevbound to a 

s o lid phaser 
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24 - Tlm "r * ~ ■ ?1, vhrr r in l i in im r intr ri r.irniilmiii g min-op-"^'^ a n ri/nr 

st imu l ated procoagulant ceils or synthetic phospholipid-containing liposomes are 
bound to la streptavidin- or avi din-coated solid phase. 

25. The method of claim 24, wherein the circulating micropanicles and/or stimulated 
procoagulant cejls and synthetic phosphoupid-comaiiiing liposomes axe biotinyiated 
by adding biotinyWed phospnatidylethanolamine or biotinyiated phosphatidylcholine. 

26. The method of claim 24, wherein the synthetic phosphohpid-containing liposomes are 
biotinyiated by producing said liposomes in the presence of biotinyiated phosphatidyi- 
ethanoiamine and/or biotinyiated phosphatidyl-choline. 

27. The method of claim 23 wherem the circulating micropanicles and/or stimulated 
procoagulant cells or synthetic phosphohpid-containing liposomes are bound to an 
annexin-V-coated solid phase. 

28. The method of claims 2 1 to 27, wherein said circulating microparticles and/or 
stimulated procoagulant cells or synthetit phosphohpid-containing liposomes further 
comprising proteins for example B2-glycoWein 1, prothrombin, protein S or protein 
C. 

29. A method for the diagnosis of vascular diseases $uch as peripheral artheriai occlusion, 
arteriosclerosis, diabetic angiopathy, vasculitis, pre-eclampsia, lupus erythematosus 
or angina pectoris by detennining the circulating micropanicles and/or stimulated 
procoagulant cells. 

30. A method for detenmning the prethrombotic state of an individual or for monitoring 
the state of an individual after PTCA by determining circulating micropanicles and/or 
sti mu la t ed procoagulant cells. 

31. A method for the diagnosis of diseases associated with cell damage \ cell death such 
as AIDS, cancer or paroxysmal nocturnal hemoglobinuria by determining the 
cumulatin g dpupiulic bodies : 
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52: — Afcagcni^for determining ciroiiating-microparucies and/or stim iiint pri procoaguiant 
ceils comprising: 

a specinc receptor for a compound exposed on said micropanicles and procoaguiant 
ceils 

and further compoundsSaecessary for determining the amount of binding of the 
specinc receptor to said micropanicles and procoaguiant ceils. 

33 . A reagent for determining a special category or subgroup of circulating micropanicles 
and/or procoaguiant cells comprising: 

a receptor which is specinc for a marker of the special category or subgroup of 
micropanicles and stimulated procoaguiant cells, 




and further compounds necessary for determining the amount of binding of both 
receptors to said micropanicles and procoaguiant ceils. 

34. A reagent according to claim 32 further comprising Preceptor which is specific for a 
compound exposed on said micropanicles and stimulated procoaguiant cells. 

35. A reagent for determining phosphoiipid-binding antibodies comprising: 

micropanicles and/or procoaguiant ceils or synthetic phospholipid^containing 
liposomes 

and further compounds necessary for determining the binding of phosphoiipid-binding 
antibodies on said micropanicles, procoaguiant cells or synthetic phosphohpki- 
— cont aining liposomes. — 



